Testing of hormone serum levels
For hormone testing, n = 6 male WT and CrtapKO mice were individually housed for a minimum of 2 weeks prior to serum collection, which was performed when the mice were approximately 10 weeks old. Serum samples were sent to the University of Virginia's Center for Research in Reproduction. The concentrations of luteinizing hormone (LH), follicle stimulating hormone (FSH), and testosterone in the serum were quantified via radioimmunoassay. The University of Virginia Center for Research in Reproduction Ligand Assay and Analysis Core is supported by the Eunice Kennedy Shriver NICHD/NIH (NCTRI) Grant P50-HD28934.
Yeast 2-hybrid screen for protein interactions
The Matchmaker Gold Yeast Two-Hybrid System from Clontech was used. A cDNA construct expressing full-length murine Sc65 was subcloned into pGBKT7 vector as EcoR1/Sal1 insert, verified by sequencing, and transformed into yeast AH109 mate A using the Frozen-EZ Yeast Transformation II kit (T2001 Zimo Research). Expression of the Sc65 hybrid molecule was verified by Western blot. The universal mouse cDNA library coding for 2.8x106 proteins (cat.# 630482 Clontech) was transformed into yeast strain Y187 as prey. The mating of AH109 Mate A pGBKT-53 with Y187 Mate a pGADT7-T was used as positive control, whereas the negative controls were the matings of AH109 Mate A pGBKT-Lam with Y187 Mate a pGADT7-T and of AH109 Mate A pGBKTSC65 with Y187 Mate a pGADT7-empty. Growth of transformants was assessed on medium lacking leucine (-LEU, prey fusions) or tryptophan and uracil (-TRP/URA, bait fusions). Matings were performed at 30 °C at 50 rpm overnight in liquid -LEU/TRP medium. The mating efficiency was 20%. Diploids were grown in liquid -LEU/TRP medium to an optical density at 600 nm of 0.8 and titrated 1:10, 1:100, 1:1,000, and 1:10,000 in ddH2O. Each dilution was applied on a selective agar plate (-ADE/HIS/LEU/TRP), incubated at 30 °C for 72 h, and scored for growth. Diploid yeasts were assessed for the stringency of direct protein-protein interaction by growth assay on -HIS agar plates (low), and -ADE plates (high) and plates containing 5 mM 3-amino-1,2,4-triazole (Sigma A8056). All positive colonies were replicated on a YPD -LEU/URA/TRP/ADE plate containing xgal and 5 mM 3-amino-1,2,4-triazole. The 1770 blue colonies were screened by PCR, amplicons digested by AluI to reduce clone redundancy, and the resulting 768 non-redundant clones were sequenced (Beckman Coulter Genomics). The sequences were identified using BLAST, and the number of sequences aligning to a gene (number of "hits") were totaled and used to generate a list of candidate interactors ( Figure S4 ) Functional annotation enrichment analysis was performed on the list of yeast 2 hybrid results using DAVID software ( Figure S4 ). Figure S1 . SC65 is expressed in peritubular cells in 4 week-old mouse testis. IHC for SC65 on testis from WT and Sc65KO mice at 4 weeks (A) and 6 months of age (B). The WT and KO tissues stained for SC65 are shown in the middle and right panels, respectively, and the control with secondary antibody only is to the left. The lower panels are higher magnification images corresponding to the areas indicated by the black boxes. Large arrows indicate cells with positive signal, small arrows indicate negative cells, and arrowheads indicate non-specific staining. Where the morphology is unclear, dashed lines are provided to mark the boundaries of the seminiferous tubules. S: Sertoli cells, Sg: spermatogonia, Sc: spermatocytes, Sp: spermatids, P: peritubular cells, I: interstitial/stromal cells. Scale bars are 50 µm, and 20 µm in the higher magnification images. Hits") . B. DAVID software was used to identify functional annotations or GO terms which were enriched in the list of candidate interactors. This table shows all of the GO terms in the biological process category with a p-value < 0.05. Figure S5 . Uncropped immunoblotting images. Uncropped images of immunoblots corresponding to Figures 1B, 1C, 4A , 5A, 6A, 6B and 6C.
